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(54) ACETYLAMINOMETJ 

AMIDE HYDROLASI 

(11) 5-276944 (A) (43) 26.10.1993 (19) JP 

(21) Appl. No. 4-77577 (22) 31.3.1992 
(71) TOKUYAMA SODA CO LTD (72) YUZO SUGITA(2) 

(51) Int. CI 5 . C12N9/80,C12P13/04//(C12N9/80,Cl2Rl/05,C12Rl/38,C12Rl/77,C12Rl/72) 



PURPOSE: To provide a new enzyme capable of hydrolyzing 
acetylaminomethylcyclohexanecarboxylic acid (carboxyethyl) phenyl ester. 

CONSTITUTION: The objective enzyme reacts, in an optimum pH of 8.5-10, with 
acetylputrescine and hydrolyzes acetylaminomethyl cyclohexanecarboxylic acid 
(carboxyethyl)phenyl ester to form aminomethylcyclohexanecarboxylic acid 
(carboxylethyl)phenyl ester. 



(54) PRODUCTION OF FORMED SILICONE MATERIAL HOLDING 

IMMOBILIZED PHYSIOLOGICALLY ACTIVE SUBSTANCE 
(11) 5-276945 (A) (43) 26.10.1993 (19) JP 

(21) Appl. No. 4-112157 (22) 3.4.1992 
(71) UNITIKA LTD (72) YASUKI YABUSHITA(2) 
(51) Int. CI 5 . C12N11/08,C08G77/00,C08J7/00 



PURPOSE: To obtain the subject formed material useful as a medical material, 
chemical reaction catalyst, chromatographic carrier, etc., by a simple method 
by bonding a physiologically active substance to the surface of a formed silicone 
material through covalent bond using a specific method. 

CONSTITUTION: Functional groups are introduced on the surface of a formed 
material of a silicone such as polydimethylsiloxane or polymethylphenylsiloxane 
by plasma treatment A physiologically active substance is bonded to the func- 
tional groups on the surface of the formed silicone material through covalent 
bond by using a reagent having reactive functional group (e.g. dicyclohexyl 
carbodiimide and glutaraldehyde). A formed silicone material useful as a cell- 
adhesive hybrid-type artificial material can be produced by using e.g. fibronectin 
or collagen as the physiologically active substance. The use of an enzyme such 
as amylase as the physiologically active substance gives a formed material 
useful as a catalyst. 



(54) CREATION OF DNA 

(11) 5-276946 (A) (43) 26.10.1993 (19) JP 

(21) Appl. No. 3-291964 (22) 14.10.1991 

(71) FUJITA GAKUEN(l) (72) YOSHIKAZU KUROSAWA(4) 
(51) Int. CP. C12N15/10,C12Ql/68 



PURPOSE: To obtain the objective group of plural kinds of DNA each having 
a mutually different base sequence by efficiently and readily introducing each 
of plural kinds of the objective modifications into each of the specified base 
sequence. 

CONSTITUTION: Simultaneous production of plural DNA each having a mutually 
different base sequence is carried out according to PCR technique by using 
a primer mixture composed of plural oligonucleotide primers each having the 
mutually different base sequence and capable of hybridizing in the substantially 
same region as one or both of a pair of oligonucleotide primers for amplifying 
a specified nucleic acid region in the PCR method. 
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(54) 1&WV>%W1 DNAWfFfi^ 



(57) [SSKll 

*ft5!HBE5llfttoDNA©««t««^#ft# 

V\ ^;h4£±oT:^E^J©SftS«&©DNA&l^l$ 



1 

[ffjjt^l] PCRtJ:!)#)e©«iMWeSri««-r5 

fc«>©— M(0*-V J%?\'*'?-Y~77-4-?— ©4>ft< t 

swam**- Ki-s«R©ae^^^«s<h,sw*B 

1 WR©#lfe. 

[ntj&gs] iireae^asttttae^-cfco, pcr 

[0 0 0 1] 

[K3Lh©*MB#JH #»BHtt, DNAOfMWrftKBB 

$^lcP«HcW5t, PCR 

?y£*-t-5ig$:©^tD n a *m#Hz.fmir&%m\z.w 

[0 0 0 21 

r-C|6*#fc-*-SDNAi:«r ; f i ft*5E5!ISr*>o2 0 0 
ffi^W-b»DNASrft»-r-5(C(i v f*#ftt5DNA 

[000 3] #«Oita6iByO©*»Sr*A"r**jS6i: b 

[0004] ba> bfttf* $>4#3£©ifiKffi#Ui: IWtt 
3, »*5a£»$r*«« («*.ff 13?W 1AL, gft 
i-TS, ***tt36iB5Ufet>oDNA©#»«<0*## 

[0 0 0 5] 

DNA©*»tt©*#ft:*#S*j5fe*««LJ: 5 

t>©-C$>5. 
[0 0 0 6] 



(2) *H»5f 5-2 7 6 9 4 6 

2 

u-c, ras^©***:/^^-*^**^*;: t 
tei»>, «aSEW©*ttS#»©DNA*«i4»», ffiH 

[0 0 0 7] -fftfc>*>, #38Wra, PCRia^S© 

mfts^Hfc©^ -t?*>orn 

3*^©DNA^|flll^{C#M-t-S^iEfe^fttt-r3 0 
[0008] *»W©*ffifc J: •> fl***!,*, *SSIB?iJ 
©H*5l»«5DNAt|j;. »!M8i«t©l>iofc5 
V > tt**©«Br© . T> i o 5 V ^rtiKtt©tt£S?!ia* % 
#»S«^S«©BB?iJ j: A4: o -C v ^ X AflcD NA©*^ 

^-efc^o i«te*fcttt^«ii««i:H-©B?d&* 

t5DNA^ijl,tV^<>«tV\ 8gfc-&-fl:©iB*©tt 
!gi©DNA(4ID Cii^"t?^S'n"$ixTV'>2> ^ £ bl % 
Slft^J:oTliJt^as{IoTV^fcFijgftV\, 
20 [0 0 0 9] *&W<Oj}m\Z.£<r>ftWk£tvZ>. iB?lJ©M 
65*»©DNA©*^(i, -IC#fO^I*DN 
A©*&ft*ft*U -t©ft^fl:J:9fcliifc#8t-CB«) 
4:i-5aS»{t:DNA*»ttUMH-* t 5 S «J©fc» 

# & fc » ££«:©£ A# frttS b * rmrffc b ft V 
[0 0 10] ttoT. *%K©^ffi«, J:9i(S«lteJCc* 

bfc <fc 5 t-, *3&BH©#ifcfc: <fc t) 75 / ^iB?iJ©^g£ 

*fr&tta* J; 9 W v s: * ^ y — =. v j/k «t 9 # 5 t 
*t»*S©l?, *»W©*j5feH:. J:9»iJSi:©«fWt© 

40 *LVMB*-C*>5 0 

[0 0 1 1] *5IK©^i£-t?«x PCRT?SWtt5S 
t««t*«t5#, *©*, ffiSiB?iJ©Sft3*^© 
^-y =f5?^V'^K^ , 9^^'— •efcoT^KWJc^i— ■a 
Wc^^y^xts (-rft^*>, M^y^xt 

®i-TSo pcR{c*5v^-r{*ffl$tt'5— ^©^^-r^-- 

50 iv^„ ^JSWfcttfflS^safrS-^?^^— 4:14, SlHJi: 



3 

»^7^f^— (0 5' *»?>15#ll^jSt^ 
DNAtt— J«ttfcB:3* *«Bd*fe 1 a*"f*o^ bTV* 

Mj&'tz>m&'77'C^~<Dnmte4 s =1024 

U PCR^^v- 1 bTjEb<«fBbfctf;h4i# 
t fc3&> if 9 jW** f^iSbfclSJI^DN A<£>V^< o^OV 

^asv^x hm9®<Dmfc&um upcr 5^^^ 

«*tfR«®DNA3»|t»0»i#3ie^-e«>Sl»^ 

sr*-rsae»#DNA**«rr*ttf±i^ r<oj:5*» 

<. A g t 1 im^mf f>tiS 0 



(3) 5-276946 

4 

[0 0 13] 

[0 0 14] 1. Sy/f^aftV H icDNA^ 

Sty ^—AttflE0^N>f^y K-^Hyb.Cl (T. Kobay 
ashifbx Mol. Immunol. 19, p619— , 1982) frt>Mffi<D 
^ffi^ift^DNAfrlJWRU ^wes (P. Leader 
10 Science 196, pl75 1977) 

>f^?y— &ffc»bfc 0 ^tiz^v* j* yv-^&m 

¥«U *<0*SeW«rlfcj£bfc (01) o 

[0 0 15] r.cDV H »^ 0.03 pmol/ml Sr»SUcffl 
V\ /7-f^VHXhoMVHEcoEND (fcfc 
(cBayiJttia l ) Sr-fcift^ih, 1 nmol/ml. dNTP 200 nmol/ 
mU Taq *y^9— £ 25 unit/ml #fiT*CPCR*ff 
V\ J«i|BSiXfcDNASr^9^ 5 K^>f^<D ^Immunolo 
ZapHCOXhoI-EcoRI-^-f y ^n— ^:x^U pLeH 

20 Hy b VHSrf^Kbfco SRVvry^'f p e 1 BE c 
o (ISMligll) W^7^^VHEcoEND^ffl 
Vvr\ p L e HH y b VHSr^Sl^ ttlffii Rl C*# 
-CPCRSrfTVv JmBStufcDNA^^^^^hSriXT 
^M^tSt bTfl|1/\fc 0 

[0 0 16] 2. COfF® 
DNA^i (T^y^T bVM^-V^^Att, 3 8 1 
A) S:ffiV^«<OjbrjSt?^7>r^— L y HX 4 
0, LyHN24, LyHNII40, LyHS46^ 
/Sbfco «-«>^>f <DBE50W:ia 2 {^i~ 0 ft*3, El 

30 2<D1B#I*\ ffiart<D*fiSttaSbTV^5iSSSr*-r o 

fi. C(OSt(u (GA) fc*S«B^tt. C^G«1L 

©*j£-e«HBd*fe«9tHU SSt-e-BSfeffill, *-y 

^Mfc) (cJ:9««ilbfco 
[0017] 3 . V h Ste^^^jeftoWA ( 1 ) 

40 7 P 7>f^LyHX4 0XtfLyHN2 4Srttl?il 
1.2 nmol/ml. dNTP 200nmol/mU *y — * 32 unit 
/ml #ftTT + HSDNA^ 0.03 pmol/ml Jp*., ^ 
A-tNf*^- (SiBJIt) «r«V*TPCRT?3tfi^«rit« 
bfc 0 PCRIt 1 OmM Tris-HCl(pH8.4), 5 0 

mM KC1, 2. 5mMMgCl 2 , "^7^^200 /* g/mlXt*d NT 
P 200 //Ma>fej*5KJSffiSrfflV\ 94^1^, 
5 S'CT^SMRU 7 2 < C"CL5 ^n<Offl«*#-efif*o 
fc 0 8 3 4KS*|-«>DNAdSltB$nft:r fcfi««*»"C 
»^»6>^fc 0 *KiiBS*tfcDNASrft!lK»*XhoIi: 

50 Nhelt?-60»fb, -f?*^ KBlue Script II Gfu^) 



5 

Nhel^-f h«ra»Abfcfc<0fc:WAU 4 hDNA 
^Aof:^ O^^S^A^&^SIBJiJSril 

fee |gI^iAt6fiI^6®gffc^ 0 ^S^AS^f-C 
ft)5' il!Hcfc£T(£>T£C^ O^^lo^TteT^ 8 

*Offi(0«j^©*S{COV^TttW*.tfft<OASrTfc Af£ 
**i"5^i^ol^ttTdS6 0%K*tLA^S4 0%<k 

fc, F (7x^77^» £L (n-fvy) — K 
i-^DNACOit^5^^tt8 5%£ 1 5%-Cfc5<t 5 

AOlt^^^n^^6 0%£ 4 0 5 i-M* 

[0 0 18] 4. ftftVE Ifi? ^©se«OSA (2) 
/7>f^-LyHNII4 OMLyHS 4 6 Sr-ttb-PiX ■ 

1.5 pmol/mU dNTP 200 nmol/ml v aK!J;*9— ' t? 32 un 
it/ml #STTilSDNAS: 0.03 pmol/ml AD*., PC 
R (MiBm "fltfifMBLfcc ft*, PCRI11B 
3 fcRfilicfTfcofco 1 8 3^S*fcoDNA^±iiH$tb 
fcri:tt«ftflci6-ea^«>t>^fc 0 &{£f«i|S£*Ltf:DN 
AS:»JI8**SpeIi:NheI-C9}Wfb, 7 =7*% KBlue Scr 

ipt 11 (ymm MNheii^ N^AL/c^o^ffA 

fe5o *»*AM?f-T*5' «3ft»6>5#Bfc*>SG<OGi: 
A^<0**ti:ov^TliGdS8 5%{c*fLA^l 5%-Cfc 

xhtm^^A®^*^* iw^GOGiA 

i:tC0V^TttG^5 4%iC^fLA^4 6% 
i:V^5 «t5t-^»*tt*S:*bfc« ^/c7^ 7il/^ 

— K"T^DNACDit^^^ 8 5%£ 1 5%T?fc£ 
[0 0 19] 



(4) 4$HS^5- 2 7 6 9 4 6 

6 

\>(D*t^? V~^>y-1rZ>-bftT^Z> 0 tot, 

^^^-DNAofPM^{-^rffl-efc5o 
[ia®offl5¥ftife^] 
10 [mu iait«i<D^i»*«Lfcay^-^«:fls:c 

[H3 1 «^DNA£^^>f^-£/f!WcPCR<D 

[BI4] (a) 7 P 7^v^-LyHX40 O^MAgPO 
= —V-tZ>T$sm®&k (b) iiDNAO^-Kt 
£T^/®g3^IJ, (c) 7 P 7^^LyHX40(D^ 
WA^OffiSIB?iJ. (d) ^SDNACOiSSIB^J, 
20 (e) 7 P 7^^LyHX4 0HyHN2 4?rfflV^ 
PCR^ot#«H*:DNAft^f<D 20^p- 
ls<0$L mm A«Btt<Z>**tt»BW fr^t". 
[B5] (a) 7 P 7^^LyHX40i:LyHN24 
^fflV^P C R Srff o t#^MD N A€» =1 ^- Kt# 
^T^y^SB^J, (b) /7>f^LyHX40Hy 
HN24^f^TPCR <£?To T#fc^A#D N 
f£4>CD 20^ n — V<D^M^AS|5fi^^- K*T3T ^ / 

[EI6] (a) ^^v^-LyHNIHOMLyHS 
30 4 6 G>aS»WA«W> — K-T <5 7^7 RE?!k ( b ) ft 
SDNA^a-KtiT^yRSM, (c) ^y^r^- 
L y HNII 4 0WLyHS4 6 tf^^SASB^SIB 
«k (d) £#SDNA<D±&SIB^ (e) ^y>T^-L 
y HNII 4 0WLyHS4 6 ^V^TPCR^tTot 

[127] (a) ^7>fv-LyHNII4 0Sr;LyHS 
4 6 tfV^TPCRSrftoTffcJSflcDNA^a- K 
L#6T^ y^IB^lJ. (b) /7^f^Ly HNII4 0 
40 MLyHS4 6 SfflV^t P C R *ffo t#fc^#D 
NAI^*(D 1 3 ^ p — ^<Z>^S»ASBffi<0 3— K-T 
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mi] 

GAAGTGAAGCTGGTGGAGTCAGGGGGAGGCTTAATGAAGCCTGGAGGGTCCCTGAAACTC 

+ 4 + + + + €0 

CTTCACTTCGACCACCTCAGTCCCCCTCCGAATTACTTCGGACCTCCCAGGGACTTTGAG 

E V K I# V E SGGGXjMK P GG S L»K I* 

TCCTGTGCAGCCTCTGGATTCACTTTCAGTAACGATTACATGGCTTGGGTTCGCCAGACT 
61 + 4 + + + + 120 

AGGACACGTCGGAGACCTAAGTGAAAGTCATTGCTAATGTACCGAACCCAAGCGGTCTGA 

SCAASGFTFS NDYMAWVRQT 

CCTGAGAAAAGGCTGGAGTGGGTCGCATCCATTAGTGGTGGTGGTGATTATATTTATTAT 

121 + -f + + 4 + ieo 

GGACTCTTTTCCGACCTCACCCAGCGTAGGTAATCACCACCACCACTAATATAAATAATA 

PEKRLEWVAS ISGGGDYIYY 

GAAGACAATGTGAAGGGGCGATTCACCATCTCCAGAGACAATGCCAAAAACACCCTGTAC 
1B1 + + + + + + 240 

CTTCTGTTACACTTCCCCGCT71AGTGGTAGAGGTCTCTGTTACGGTTTTTGTGGGACATG 

EDNVKGRFTISRDNA KNTLY 

CO?GCAAATGAGCAGTCTGAAGTCTGAGGACACAGCCAAATATTACTGTACAAGAGAGAGG 
241 + + + + -f + 300 

GACGTTTACTCGTCAGACTTCAGACTCCTGTGTCGGTTTATAATGACATGTTCTCTCTCC 

LQMSS LKSEDTAKYYCTRER 

AGCTACAGTGATTACGACCTTGCCTGGTTTGCTTACTGGGGCCAAGGGACTCTGGTCACT 
301 + + + + + 4 360 

TCGATGTCACTAATGCXGGAACGGACCAAACGAATGACCCCGGTXCCCTGAGACCAGTGA 

S YSDYDI/AWFAYWGQGT'LVT 

GTCTCTGCA 

361 369 

CAGAGACGT 

V S A 



VHXho 



VHEcoEND 



PclBEco 



S'-CTGCTCGAGTCAGGGGGAGGCTTAA-S' 

5VGCGAATTCTAAGTCGACACAGTGAC-3' 

5^CAGAATTCAGGAGGAATTTAAAATGAAATACCTATTG-3 f 



^m^5~2 7 6 9 4 6 
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L y H X 4 0 

5'CCCTCGAGTTTCACTT(C)TCT(A)CCACG)A(C)CT(GA)A(T)CTACATCCC™ 
L y H N 2 4 

5" ATGCCAGCGACCCACTCCAGCCTT3 " 
L y HN H 4 0 

5 'TCGCTAGCATTAGTG(C) C (C) TGG (A) TC (A)GCG(A) ACTA (C) CAC(T)CTATTATCA3 ' 
LyHS4 6 

5'AGACTAGTTCGTAATCACTGTA(C)GG(T)ACC(GA)T(A)CT(C)C(C)TCTTGTACACTAATA3' 
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